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We have found a proteolyt ic  enzyme with the p rope r t i e s  of carboxypept idase  C in the p r e p a r a t i o n " o r -  
izin n (Moscow enzyme factory) ,  which is a mix ture  of p ro te inases  f r o m  Aspergi l lus  o ryzae .  The ea rboxy-  
pept idase  act ivi ty of or iz in  was detected on the chromogenic  subs t ra te  d in i t rophenyl-glycylglycylarginine .  
Af te r  the hydro lys i s  of the d in i t rophenyl-glyeylglycylarginine  by the orizin,  the reac t ion  products  - d in i t ro-  
phenyl-glycylglycine  and arginine - and a lso  the unchanged subs t ra te  can be sepa ra t ed  by e l ec t ropho re s i s  
at pH 5.6 in pyridine aceta te  buffer .  The dini t rophenyl-glycylglyeine can be de te rmined  quantitat ively a f t e r  
the hydro lys i s  of the d in i t rophenyl-g lycylglycylargin ine  by the or iz in  at 37°C and pH 5.6 for  1 h. For  this 
purpose  we stopped the reac t ion  by adding 1 N HC1 to pH 2. The dini t rophenyl-glycylglycine was quanti-  
ta t ively  ex t rac ted  f r o m  the reac t ion  mixture  with ethyl aceta te ,  the unchanged subs t ra te  remain ing  in the 
aqueous phase.  The dini t rophenyl-glycylglycine  was r eex t r ac t ed  f rom the ethyl aceta te  with 1% sodium 
bicarbonate  solution, and the extinction of the resul t ing  solution was m e a s u r e d  at 360 nm. 

The enzyme was purif ied by gel f i l t ra t ion on Sephadex G-75, and by ch romatography  on DEAE-ce l lu -  
lose  aceta te  buffer ,  pH 5.6 (concentrat ion gradient  f r o m  0.2 to 0.8 M) and QAE-Sephadex (0.1 M phosphate 
buffer ,  pH 7.0, concentra t ion gradient  f r o m  0 to 1 M), which led to a 30-fold inc rease  in its specif ic  ac -  
t ivi ty.  The enzyme is mos t  s table  at pH 4.5-7.0 and shows activi ty in the pH range  f rom 3.5 to 7.3, its op-  
t imum effect  being found at about pH 5.6. 

The carboxypept idase  f r o m  Asperg i l lus  o ryzae  spl i ts  off the C - t e r m i n a l  amino acids  of the following 
synthet ic  subs t ra t e s :  d in i t ropheny l -g lycy lg lycy l -L-a rg in ine ,  ace ty l -phenyla lanylval ine ,  ace ty l -phenyla lan-  
ylphenylalanine,  ace ty l -D,L-phenyla lanylg lyc ine ,  and benzoy l -D ,L-pheny la l any l -L-p ro l ine .  

Thus,  we have found a carboxypept idase  with a broad spec t rum of act ion which dif fers  in its spec i f -  
icity and op t imum effect  f r o m  the carboxypept idases  A and B of animal  origin and is a lso,  probably,  s i m -  
i l a r  to carboxypept idase  C of plant  origin [1, 2] and the carboxypept idase  f r o m  bakers ,  y e a s t  [3]. 

The r e su l t s  obtained, showing the ex t r eme ly  wide dis tr ibut ion of enzymes  of the type of ca rboxypep-  
t idase  C, make an analys is  of the i r  physiological  role  an urgent  ma t t e r  [see 4]. 
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